complexes.
Results
Based on this alignment, we and others predicted these Pdd chromodomains also have the potential to bind Me(Lys9)H3 (Jacobs and Khorasanizadeh, 2002 ).
The First Chromodomain of Pdd1p and the Only Chromodomain of Pdd3p Bind Me(Lys9)H3
To evaluate this potential, we expressed Pdd1p-CD1 (residues 46-103) and Pdd3p-CD1 (residues 14-70) in Methylation at lysine 9 of histone H3 produces a binding site for the chromodomain of HP1 (Jacobs et (Figure 2A ). Western analysis of whole-cell extracts (Figsion , we would predict it to localize to these structures as well. ure 2B) shows that the peak abundance of Pdd1p occurs at 9 hr after mixing and that Me(Lys9)H3 peaks at the We performed indirect immunofluorescence analysis of Tetrahymena during conjugation. As predicted, dursame time. An expanded time course shows the highly regulated appearance and disappearance of Me ing early stages of MAC development (7 hr), a strong analgen-specific signal was detected using ␣-Me(Lys9)H3 (Lys9)H3 ( Figure 2C) , with the modification first appearing at 7.5 hr, peaking at 9 hr and gradually disap-( Figure 3B ). Furthermore, the localization of Me(Lys9)H3 during the course of MAC development, including the pearing by 14 hr. To confirm the specificity of ␣-Me (Lys9)H3 antibody, nuclear extracts from 9 hr pairs were observation of spherical structures at the nuclear periphery, was indistinguishable from that observed for subjected to Western analyses using antibody preincubated with modified or unmodified H3 peptides ( Figure  Pdd1p . Peptide competition experiments demonstrate that staining is specific for Me(Lys9)H3 (data not shown). 2D). Only the H3 peptide methylated at lysine 9 successfully competed away this signal.
To determine if the peripherally located structures were actually the same as Pddp structures, coimmunostaining was performed using both ␣-Me(Lys9)H3 and Methylation of Histone H3 on Lysine 9 Colocalizes with Specialized Pdd1p-Containing DNA ␣-Pdd1p antibodies. Figure 3C shows specific RNAs play a role in programmed DNA elimina-containing peptides, where absorbance spectroscopy using the exincubated for 30 min at 55ЊC and 10 min at 95ЊC. The lysate was PCR amplified using primers 5Ј-TACGATAGATCGACTGACGG and tinction coefficient, ⑀ 280 ϭ 1280 M Ϫ1 cm Ϫ1 , was used.
Fluorescence anisotropy analysis was performed as described 5Ј-GTGGGGAGGGAGAAGGATTCAAC-3Ј, which flank the M element. Rearranged products were gel-purified, cloned into pCR4-earlier (Jacobs et al., 2001 
